Clot lysis assay:
Two mL of blood were diluted with 2 mL phosphate-buffered saline, layered on top of 3 mL of lymphocyte separation medium (MP Biomedicals), and centrifuged for 10 minutes at 1000g at room temperature. With the use of a Pasteur pipette, lymphocytes were removed from the serum/lymphocyte separation medium interface, washed in 10 mL phosphate-buffered saline, and then resuspended in 3 mL lymphoblast media (RPMI 1640 media containing L-glutamine and 20% fetal bovine serum) containing 2 μg/mL cyclosporine. The lymphocytes were then infected with 3 mL Epstein-Barr virus to induce cell immortalization and transferred to a T-25 vent capped flask. The cells were incubated at 37°C/5% CO2 and fed weekly with lymphoblast media plus cyclosporine until signs of growth occurred, which occurred generally in 6 weeks.
Microarray:
First-and second-strand complementary DNA was synthesized with the use of standard techniques. Biotin-labeled antisense complementary RNA was produced by an in vitro transcription reaction. Human Genome U133 Plus 2.0 microarrays (Affymetrix, Foster City, CA) were hybridized with 20 μg complementary RNA. Target hybridization, washing, staining, and scanning probe arrays were done following an Affymetrix GeneChip Expression Analysis manual.
Analysis of peripheral blood lymphocytes:
Preprocessing of all cell files was performed with the use of the robust multiarray average algorithm, in which raw intensity values are background corrected, log2 transformed, and then quantile normalized. This was followed by duplicate probe removal to retain probes with higher interquartile range.
For hierarchical clustering, rows were standardized by subtracting mean and dividing by standard deviation; correlation was used as the distance metric with the use of the centroid linkage method.
Characterization of CTEPH Endartectomized tissue:
The composition of four PEA specimens from patients with CTEPH were characterized by immunolocalization of alpha smooth muscle actin (Abcam Inc., Cambridge, MA), vimentin (Abcam Inc., Cambridge, MA), factor VIII (Novus Biologicals, Littleton, CO) and Von Willebrand factor (Agilent Technologies, Inc., Santa Clara, CA). Tissue sections (5 μm thick) were stained according to the manufacturer's instructions, and all samples were counterstained with Mayer's hematoxylin (Sigma-Aldrich, Inc., St. Louis, MO).
Immunohistochemistry of paraffin-embedded sections was performed with the following antibodies according to the manufacturers' recommendations: IL-8 (Abcam Inc., Cambridge, MA), VEGFA (Abcam Inc., Cambridge, MA), NF-kB (Cell Signaling Technology, Danvers, MA) and ICAM-1 (Cell Signaling Technology, Danvers, MA). All immunohistochemistry samples were counterstained with Mayer's hematoxylin (SigmaAldrich, Inc., St. Louis, MO).
Pulmonary Artery Immunofluorescence:
Slides were de-paraffinized with xylene and re-hydrated with two 3-5-minute washes of 100%, 95%, then 70% ETOH. Slides were then washed twice for 5 minutes each in CaCl and MgCl free 1X PBS. Heat induced epitope retrieval was performed in sodium citrate buffer at 100°C for 20 minutes, followed by rinsing in water for 10 minutes. Slides were then washed in 1X TBS with 0.025% Triton x100 for 10 minutes, followed by blocking with 10% goat serum/1% BSA in 1X TBS for 2 hours. Slides were drained and tissue sections encircled with a PAP pen. Primary antibodies (NB400-144 rabbit polyclonal to CD36, 1:400 dilution in 1X TBS with 1% BSA, and AB22554 mouse monoclonal to adiponectin, 1:250 dilution in 1X TBS with 1% BSA) were added to two sections per slide and incubated overnight at 4°C. The next day, slides were drained and washed in 1X TBS with 0.025% Triton x100 twice for 5 minutes each. Secondary antibodies (A11037 Alexa Fluor® 594 goat anti-rabbit and A11032 Alexa Fluor® 594 goat anti-mouse) were added to both sections per slide at 1:800 dilution in 1X TBS with 1% BSA. Slides were incubated in the dark at room temperature for one hour, rinsed in 1X TBS with 0.025% Triton x100 for 5 minutes each and air dried. Vectashield (H-1200) mounting medium with DAPI was added to sections for visualization of nuclei. Slides were cover slipped and stored in the dark until imaging.
